A wide range of serum tumor biomarkers, including CA19-9, CA242, CA72-4, CA50, and CA125, has been studied in association with colorectal cancer (CRC). However, few previous studies have comprehensively considered the above tumor biomarkers to assess their clinical significance in predicting prognosis. Data from Fudan University Shanghai Cancer Center (FUSCC) between January 1, 2007 and December 30, 2012 was retrospectively analyzed. Univariate and multivariate analyses were performed to assess the association between prognostic factors and survival outcomes. Nomograms were established based on multivariate Cox regression model analysis for overall survival (OS) and disease free survival (DFS), and c-indexes were 0.772 (95% CI: 0.724-0.820) and 0.715 (95% CI: 0.678-0.752), respectively. Subgroup analyses according to CEA status (high/normal) suggested that CA724 was the only independent prognostic factor for OS (P = 0.001) and DFS (P < 0.001) in the CEA-high group, while, in the CEA-normal group, the only independent prognostic factor for OS (P = 0.031) and DFS (P = 0.043) was CA50. CA50 and CA724 could supplement CEA in monitoring recurrence and metastasis. Accordingly, nomograms based on CEA, CA50, CA724 and other clinical-pathological factors could improve prognosis prediction for colorectal cancer patients.
Scientific RepoRts | 7:46345 | DOI: 10.1038/srep46345 CRC, including CA19-9, CA242, CA72-4, CA50 and CA125. For example, the combination of CEA and CA242 achieved significantly higher sensitivity compared with the use of either biomarker for CRC 6 . Wang et al. demonstrated that the combined analysis of CEA, CA19-9, and CA242 could improve the accuracy of prognostic prediction in surgically treated CRC patients 7 . However, to our knowledge, there is no study in the literature that has comprehensively considered the above tumor biomarkers to evaluate their prognostic value.
The development of nomograms has led to their successful application in oncology prognostics in many studies. However, nomograms for predicting survival outcomes of CRC with serological tumor markers are scarce. In the present study, we evaluated the association between preoperative levels of tumor biomarkers and other baseline characteristics and developed nomograms to determine the value of tumor biomarkers for predicting the 5-year survival of patients with CRC who underwent radical resection.
Results
Patient Baseline Characteristics. The descriptive characteristics of eligible patients are displayed in Table 1 . Of the 807 patients, 324 patients had tumors located in the colon, and 483 patients had tumors located in the rectum. Post-operative pathological tumor staging suggested that 64 patients were in the T1 stage, 146 patients in the T2 stage, 392 in the T3 stage, and 205 were in the T4 stage, while 468 patients were in the N0 stage, 202 in the N1 stage, and 137 in the N2 stage. Well to moderately differentiated tumors were observed in 575 patients, with poorly-differentiated tumors in 191 patients and unknown differentiation in the remaining 41 patients. The positive serum rates of CEA, CA125, CA19-9, CA50, CA242 and CA72-4 before surgery were 38.8% (313/807), 6 .3% (51/807), 23 .9% (193/807), 8 .1% (65/807), 26.6% (215/807) and 18.3% (148/807), respectively.
Prognostic Value of Tumor Biomarkers.
The median follow-up time was 38.2 months. The 5-year OS was 75.0%, and the 5-year DFS was 61.0%. In univariate analysis, tumor length, T stage, N stage, tumor differentiation, venous invasion, perineural invasion, CEA, CA125, CA19-9, CA50, CA242, and CA724 showed significant association with OS (P < 0.05; Fig. 1 , Table 2 (P < 0.001), N stage (P < 0.001), CEA (P = 0.034), CA50 (P = 0.010), and CA724 (P < 0.001) were independent prognostic factors for OS (Table 2) . For univariate analysis of DFS, tumor length, tumor location, T stage, N stage, tumor differentiation, perineural invasion, venous invasion, CEA, CA125, CA19-9, CA50, CA242, and CA724 showed significant associations with DFS (P < 0.05; Fig. 2 , Table 2 ). In multivariate Cox regression analysis, T stage (P < 0.001), N stage (P < 0.001), CEA (P = 0.017), CA50 (P = 0.020), and CA724 (P = 0.001) were independent prognostic factors for DFS ( Table 2) .
The different levels of CEA, CA50, and CA724 among patients with CRC in different groups are presented in Table 1 . Those patients with high levels of serum CEA, CA50, and CA724 tended to have a more aggressive clinical stage and poorer tumor characteristics (P < 0.05, Table 1 ).
Nomograms for Predicting Survival Outcomes of CRC Patients.
Based on the results of multivariable Cox regression analyses, two nomograms were established to predict OS and DFS (Fig. 3a,b) . The c-indexes were 0.772 and 0.715 for predicting 5-year OS and DFS, respectively. Figure 3c and d demonstrate the nomogram calibration curves. They were used to estimate how close the nomogram estimated risk was to the observed risk. Calibration was intuitively and typically assessed by reviewing the plot of predicted probabilities from the nomogram versus the actual probabilities. When examining the calibration plots in our study, we could see the points fell close to the reference line, and the width of CI was acceptable, which revealed good predictive ability.
Subgroup Analysis of Tumor Markers According to CEA Status. CEA is the most commonly used biomarker in CRC. It is mainly employed during follow-up after radical surgery and may indicate recurrence and metastasis if elevated. However, the positive rate of CEA was only 38.8% in the present cohort. Therefore, subgroup analyses were conducted according to CEA status. In the CEA-high group, only CA724 was detected as an independent prognostic factor for OS [HR (hazard ratio) = 2.853, 95% CI (confidence interval): 1.769-4.603, P < 0.001] and DFS (HR = 2.059, 95% CI: 1.360-3.117, P = 0.001). In contrast, in the CEA-normal group, tumor biomarker CA50 was shown to be an independent risk factor for both OS (HR = 3.052, 95% CI: 1.105-8.430, P = 0.031) and DFS (HR = 2.416, 95% CI: 1.027-5.686, P = 0.043, Tables 3 and 4) .
Discussion
Distant metastases and local recurrences remain main concerns in CRC patients after surgical resection 8, 9 . Identification of factors that are significantly associated with decreased survival would help the selection of patients at high risk of recurrences and metastases. Although the AJCC staging system is valuable for predicting prognosis and guiding treatments for patients with CRC, survival outcomes may be quite different even for patients at the same stage. Imaging techniques, which help estimate the therapeutic effect and constitute follow-up, are limited by cost and clinical experience, making them prone to miss small recurrences or metastases 10 . Thus, to optimize individualized disease management, it would be desirable to establish simple and cost-effective tools. Tumor biomarkers are substances expressed and released during tumorigenesis and progression and may indicate the presence of a new growth that implies the relative tumor burden and aggressive biology 10, 11 . Because of its convenience and cost-effectiveness, tumor biomarkers are promising for guiding therapy schedules and monitoring recurrences and metastases. Due to its simplicity and graphical representation, the nomogram has been widely adopted as a practical model for predicting prognosis. Each variable is assigned different points according to its weight, which is shown at the top of the scale. The total points of all included variables generate a numerical prediction of the 5-year probability of death or recurrence/metastasis for a patient, which is indicated on the lowest scale. The predictive accuracy of nomograms has been validated as favorable compared with the traditional TNM staging system for many malignancies. Nomograms can generate an individualized prediction of survival for patients, making it a practical tool for clinicians to identify patients at high risk for intensive follow-up. The nomogram is a simple and visual statistical prediction model that produces a numerical probability of a survival event. By adding the points assigned to each factor, a predicted 5-year probability of death and recurrence or metastasis for a patient can be calculated and shown in the lowest scale 12 . In many malignancies, nomograms have been validated to have comparable ability to predict prognosis to the AJCC TNM staging system, thus making it an alternative or even a new standard 13, 14 . The ability of nomograms to generate individualized predictions enables doctors to identify and stratify high-risk patients for intensive follow-up.
In the present study, we performed a retrospective study in patients with CRC who had all six tumor biomarkers examined preoperatively and found that CEA, CA50, and CA724 were independently associated with DFS and OS in patients with CRC after surgical resection. Then, we developed nomograms including tumor biomarker predictors and found that the nomograms could improve the prognosis prediction of CRC patients. Elevated serum CEA, CA50, and CA724 were associated with pathological stage and unfavorable clinicopathological characteristics such as venous invasion, tumor length, and tumor differentiation. Another finding of the present study the different prognostic models concerning tumor markers in CEA-high and CEA-normal CRC.
CA50 is a glycolipid antigen that plays an important role in cell growth and differentiation, indicating that tumor cells expressing this antigen may possess increased proliferative activity 15 . CA50 can also be observed in many cancers, especially in gastrointestinal malignancies 15, 16 . Preoperative serum CA50 is of prognostic value for gastric cancer patients but is not an independent postoperative prognostic factor 16 . Although CA50 has been studied in CRC 6, 15 , its prognostic value has not been clarified. Our study showed that CA50 was an independent prognostic factor for patients with CRC after radical resection. Subgroup analyses indicated that CA50 was the only tumor biomarker that was significantly correlated with long-term survival in CEA-normal CRC patients.
CA724 is a glycoprotein, with higher levels in gastric 17, 18 , colorectal 19 , and breast 20 cancer. Zhu et al. showed that there were statistically significant differences in CA724 levels between patients with and without distant metastases 19 . A meta-analysis demonstrated that CA724 was the most sensitive serum tumor biomarker for the detection of gastric cancer in the Chinese population 18 . However, in a small sample of breast cancer patients, there was no significant difference in CA724 levels in nipple discharge between patients with breast cancer and those with benign lesions 20 . Our study demonstrated that CA724 was correlated with advanced tumor stage and poor characteristics. CA724 was an independent predictor of CRC and may be specific for the CEA-high subgroup.
Tumor-related indicators in all individuals cannot be detected systematically and comprehensively due to limited economics and techniques 7, 21 . Therefore, the joint detection of specific tumor biomarkers is of great significance 22 . Our study indicated that the expression of CEA, CA50, and CA724 has an important application for monitoring recurrence and metastasis. Nomograms based on CEA, CA50, and CA724 and other clinicopathological factors may be useful for predicting prognosis. was recorded since January 2006 13, 23, 24 . The inclusion criteria were as follows: 1) patients were aged 18 years or older; 2) patients underwent radical resection; 3) patients were not treated with neoadjuvant chemotherapy or radiation; 4) patients had no other malignant tumors; and 5) CEA, CA19-9, CA242, CA72-4, CA50 and CA125 were tested before surgery. Because the proportion of patients with high AFP was very low, AFP was not included in the present study. Finally, 807 eligible patients were identified in this study.
Methods
Preoperative blood samples were drawn in the morning from all patients. Plasma was separated from the blood cells by centrifuging the blood sample at 1000 g for 10 minutes. Magnetic particle enzyme immunoassay using the UniCel DxI 800 Access immunoassay system (Beckman Coulter Inc., Fullerton, CA, USA) was performed to detect CEA, CA125, CA19-9, CA50, CA242, and CA72-4. According to the manufacturer's instructions, 5.2 ng/mL, 35 U/mL, 27 U/mL, 25 U/mL, 20 U/mL, and 6.90 U/mL were chosen as cut-off values for serum CEA, CA125, CA19-9, CA50, CA242 and CA72-4, respectively. Clinicopathological variables, such as age, sex, grade, histologic type, T and N stage, treatment type, regional lymph node harvest, and number of positive regional lymph nodes were retrieved from the FUSCC database. All patients were restaged according to the American Joint Committee on Cancer (AJCC) TNM Staging Classification for CRC (Seventh Edition, 2010). The primary study endpoints were overall survival (OS), which was calculated from the date of diagnosis to the date of death from any cause, and disease-free survival (DFS), which was defined as the time from diagnosis to the first recurrence. Patients who were alive at the last follow-up were censored for analyses.
Ethics statement. This retrospective study was approved by the FUSCC Ethical Committee and Institutional Review Board. All methods were carried out in accordance with the relevant guidelines. All patients identified gave written informed consent for participation.
Statistical Analyses. The relationship between clinicopathological features and tumor markers was tested by cross-tab analysis. The Kaplan-Meier estimator was used to calculate the 5-year overall survival (OS) and disease-free survival (DFS), with the difference between variables compared by log-rank tests. All prognostic predictors that were significantly associated with OS and DFS in univariate analysis were included in multivariate Cox proportional hazards analysis. P < 0.05 was considered statistically significant. Confidence intervals (CIs) at the 95% confidence level were used in this study. Nomograms for prognostic parameters that were independently associated with OS and DFS were developed using R 3.1.2 software (Institute for Statistics and Mathematics, Vienna, Austria). Model performance for predicting survival probability was evaluated by Harrell's concordance index (c-index). All statistical analyses were performed using SPSS 22.0 (SPSS Inc., Chicago, IL, USA).
